incubation at 30°C, phospholipids were analyzed by TLC and radioimaging.
When pH was increased, the PS synthesis (Total) increased to reach plateau at pH 7.5 (A, second upper panel). While the PS synthesis remained maximal at pH over 7.5, the ratio of radioactive PS to total phospholipids increased as pH increased (A, central panel), Total (% of control) Total (% of control) Total (% of control)
SAM ( 
suggesting that PS transport to the IM and/or conversion of PS to PE became less efficient as pH increased. Amounts of radioactive PE, which depend on the PS transport as well as PS conversion to PE, were maximal at pH 6.5 and then decreased with pH (A, second lower panel). Amounts of radioactive PDME and PC, which depend on the transport of PE from mitochondria to the ER, were maximal at pH 7.5 (A, lowermost panel). On the basis of these observations, we adopted pH 7.5 as the optimal pH to monitor PS and PE transport processes in vitro.
We found that 0.1 mM Mn 2+ is sufficient to observe efficient PS synthesis (B). We also tested the requirement of CTP and SAM for PS synthesis and subsequent PS and PE transport processes in vitro (C, D). PS synthesis increased with CTP concentrations (Total) while the presence of CTP only slightly accelerated the conversion of PS to PE or PC. We thus set the CTP concentration to 2 mM for further analyses. Since SAM provides methyl groups for production of PDME and PC (Fig 1A) , the presence of SAM is prerequisite for in vitro conversion of PE to PDME and PC, which is reflected in the relative amounts of radioactive PDME and PC to the synthesized total phospholipids (lowermost panel), but not for PS synthesis on its own (uppermost panel). We thus set the SAM concentration to 1 mM for further analyses. 
